Supplementary Text | Identification of Mcm 4 and 6 phosphorylation sites required for Sld3/7 binding
To isolate the Sld3 interacting region in Mcm6, we purified a version of MCM in which Mcm6 could be separated into its N and C-terminal domains by cleavage with TEV protease (Fig. EV4A) . Supplementary Fig. EV4B shows that Sld3 interacts with the Nterminal portion of Mcm6.
The majority of phosphorylation sites identified to date within Mcm6 are located in the extreme N-terminus of the protein (Fig. EV4A) . We next constructed mutants in which the first 84 amino acids of Mcm6 were deleted (ΔN), or in which 25 potential DDK phosphorylation sites in this region were mutated to alanine (25A) (Randell et al., 2010) .
Both of these mutants showed a partial defect in Sld3 binding (Fig. EV4C ). To identify additional phosphorylation sites in Mcm6 responsible for the residual binding of Mcm6ΔN to Sld3, we tested for the binding of Sld3 to arrays of 18-residue phosphorylated peptides covering the region of Mcm6 shown to interact with Sld3. 18 potential Sld3-interacting serine and threonine phosphorylation sites were identified, as is summarised in Fig. EV5B . Mutation of 11 of these sites to alanine, in combination with deletion of residues 2-84, produced an Mcm6 mutant (ΔN+11A) that was incapable of binding Sld3 (Fig. 4F) . A number of Mcm6 mutants containing different subsets of these sites mutated to alanine showed only partial defects in Sld3 binding ( Fig. EV5C-F ).
To isolate an Sld3-binding mutant in Mcm4, we used a previously described phosphorylation site mutant of Mcm4, Mcm4 25A, that had been reported to exhibit a slow growth phenotype (Randell et al., 2010) . A number of the serines and threonines mutated in this allele interacted with Sld3 on a peptide array (Fig. EV5G,H ).
To generate phospho-mimicking mutants in Mcm4/6, the serine and threonine residues mutated to alanine in the respective 25A mutants were replaced with aspartate residues. (Frigola et al., 2013 , Janke et al., 2004 , Longtine et al., 1998 .
pGEX-6p-1 was purchased from GE Healthcare. pBP80 is a modified version of pYM18 (Janke et al., 2004 ) containing a 3xFLAG tag associated with the KanMX4 marker.
